. Multiple sequence alignment of ACAD and ACX. Indicated above are residues that were targeted for mutagenesis of Mcd from R. sphaeroides. 
. Multiple sequence alignment of ACAD and ACX. Indicated above are residues that were targeted for mutagenesis of Mcd from R. sphaeroides. Immediately after adding the substrate, the sample was centrifuged for 10 min at room temperature. Next, a spectrum of the flow-through was recorded (green line). The spectrum of methylsuccinyl-CoA and mesaconyl-CoA (both 12 µM) in the absence of enzyme are also shown (orange and purple lines, respectively). The high absorbance observed for the flow-through at wavelengths higher than 300 nm is presumably due to the presence of either unreacted substrate or product. (b) For comparison, the experiment described in (a) was carried out using FAD instead of Mco. The spectrum of FAD before adding the substrate (blue line) and that of the flow-through (green line) are shown. . The absorbance at 280 nm for both spectra is the same, confirming that the samples present the same enzyme concentration. However, the spectrum of the reoxidized Mco exhibits higher absorbance at 440 nm than that for the fully oxidized enzyme among other differences. This fact may due to the presence of product bound to re-oxidized enzyme [1] . Figure 5 and Figure  S6 .
